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CONTROLLED PRINTING OF A CELL
SAMPLE FOR KARYOTYPING

INCORPORAITON BY REFERENCE TO ANY
PRIORITY APPLICATIONS

Any and all applications for which a foreign or domestic
priority claim 1s identified in the Application Data Sheet as

filed with the present application are hereby incorporated by
reference under 37 CFR 1.57.

FIELD

The invention relates generally to controlled printing of a
cell sample for karyotyping, and more particularly to matrix
printing of cell samples using on-the-tly printing or dispens-
ing to accurately spread cells within at least one cell sample
on a surface in preparation for karyotyping, and further
analysis.

BACKGROUND INFORMATION

Karyotyping 1s a test to examine chromosomes in a
sample of cells, which can help 1dentily genetic problems as
the cause of a disorder or disease. This test can count the
number of chromosomes and look for structural changes in
chromosomes.

The test can be performed on many tissues, such as,
amniotic tluid, blood, bone marrow, tissue from the organ
that develops during pregnancy to feed a growing baby
(placenta), and the like, among others.

Typically, the sample 1s placed 1nto a receptacle, dish or
tube and allowed to grow 1n the laboratory. Cells are later
taken from the new sample and stained. A laboratory spe-
cialist uses a microscope to examine the size, shape, and
number of chromosomes in the cell sample. The stained
sample 1s photographed to shows the arrangement of the
chromosomes. This 1s sometimes called a karyotype in the
art.

Certain problems can be 1dentified through the number or
arrangement ol the chromosomes. Chromosomes contain
thousands of genes that are stored 1n DNA, the basic genetic
material.

SUMMARY

Various manual methods of dispensing cells onto slides
for karyotyping exist in the literature. These manual proto-
cols vary with respect to the volume of cells dispensed onto
the slide, the temperature, relative humidity, the angle of the
slide during the dispensing process, the height of the pipette
when dispensing with respect to the slide, and whether liquid
should be applied to the slide before or after the cells are
dispensed, and these protocols have been implemented to
aflect the speed and manner 1n which the cells dry on the
slide.

Disadvantageously, these manual techniques are time
consuming, costly, and can sufler from 1naccuracies given at
least 1n part due to the manual methodology and control of
the large number of vaniables involved 1n the process.

It 1s one advantage of certain embodiments of the inven-
tion to provide methods and techniques to overcome the
deficiencies and improve the accuracy and efliciency of
conventional dispensing techniques for preparation of cells
on a substrate surface, or the like, for karyotyping analysis.

In the process of preparing a substrate, such as a micro-
scope glass slide or the like, for karyotyping, the application
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of cells to a microscope slide 1s one 1important step. This
method, commonly referred to as “dropping,” 1n the con-
ventional art 1s a manual approach in which cells are
dispensed onto a slide using a manual pipette. The cells can
then be analyzed by a technologist once the cells have been
stained. One principle aim of the dropping process 1s to
dispense cells onto a microscope slide 1n such a way that the
cells that have condensed their genetic information into
visible and distinct chromosomes, commonly referred to as
metaphase cells, and are: spread to the point where chro-
mosomes can be uniquely identified; dried 1n a way that they
properly accept the stain used for visualizing the cells under
a microscope; and 1n suilicient number on the slide to result
in a definitive conclusion.

I1 the cells are not applied to the slide properly, they may
not accept the stain adequately. Poorly spread cells may also
make 1t dithicult for a technologist to differentiate informa-
tion from individual cells or from 1ndividual chromosomes
within a single cell. These are some of the disadvantages in
conventional karyotyping techniques, which certain
embodiments disclosed herein overcome.

The conventional manual dropping method 1s performed
by dispensing, for example, about 100 microliters (ul) to
about 200 uL of a cell solution onto an angled slide to allow
the solution to cascade down the slide as the cell solution
dries. The slide angle range 1s typically between about 20
degrees and about 60 degrees.

Undesirably, though this angle 1s believed to provide
certain benefits, these for the most are not accomplished.
Since this conventional dropping method i1s performed
manually, disadvantageously, most technicians or practitio-
ners create the slide angle by holding the slides without the
aid of a tool or measuring devices. Undesirably, the variable
slide angles can contribute to inconsistencies 1n slide quality
from shide to slide, from a given technician and from
technician to technician. Even some automation does not
remedy most, 11 not all, of these deficiencies.

Embodiments of the mnvention taught herein provide new
array capabilities 1 the area of karyotyping relative to
arrays. In some embodiments, laboratories and the like are
provided with the ability to automate the existing dispense
protocol 1n which a single sample 1s applied to the entire area
of a glass slide.

As noted above, the most widely accepted manual method
of applying cells to slides requires that the operator angle the
slides during the deposition step. This angle gives the cells
within the sample fluid forward momentum that helps the
cells spread across the slide. The angle 1s also believed to
enhance the spreading of individuals cells (specifically the
individual chromosomes within cells that are analyzed for
Karyotyping).

Maintaining an angled slide 1n an automated setting can
significantly complicate the design of existing and future
automated systems. An automated method for applying
samples to slides using the generally accepted protocols
except for slide angle (e.g., sample volume, slide tempera-
ture, humidity, etc.), can complicate and compromise con-
sistency producing acceptable slides with respect to cells
dispersion on the slide and individual cell spreading (chro-
mosomes). However, other innovative techniques, 1in accor-
dance with certain embodiments, based on novel modifica-
tions to this underlying approach have been proven to be
successiul.

To either extrapolate, mimic or improve the fundamental
principles behind the use of angled slides 1n the dispensing
method, and in order to apply forward momentum to the
cells when they impact the slide, 1n accordance with certain
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embodiments, a dispense method 1s provided that dispenses
or prints discrete droplets on a slide or substrate while the
dispense head moves 1n a substantially continuous motion.
Desirably, by moving the dispense head while dispensing,
the forward velocity of the dispense head transiers forward
velocity to the droplet as 1t moves towards the surface of the
slide. Advantageously, the implementation of such a tech-
nique greatly enhances the spreading of the cells across the
slide or substrate.

The forward momentum allows the cells to disperse
evenly across the slide or substrate, such as, during the
drying process. This greatly improves the way cells are
displayed on the slide or substrate (e.g., the cell membrane
disappears, chromosomes become flat, and chromosomes
spread so that they can be uniquely i1dentified).

Moreover, the forward momentum allows for the cells 1n
suspension to spread evenly across the slide or substrate so
that each cell can be 1dentified independently. Evenly spread
cells, both interphase nuclei and metaphase nuclei, should
desirably not overlap or clump. Overlapping cells can be
difficult to use for analysis and 11 a slide or substrate does not
produce the proper number of cells that can be analyzed
definitively, then that slide or substrate most likely will have
to be discarded and the dropping process repeated. Also, 1t
the cells clump together, they typically do not allow the
chromosomes within a metaphase cell to spread adequately
so that each chromosome can be uniquely identified.

Embodiments of the mvention overcome some or all of
these 1ssues by providing novel and innovative methods and
techniques of automated on-the-fly dispensing and printing
of at least once cell sample uniformly, consistently and
reproducibility on a substrate that the substrate 1s available
for accurate preparation of karyotyping and further analysis,
as needed or required.

In accordance with some embodiments, a method utiliz-
ing “Line mode™ 1s used to apply continuous lines of spots
onto a slide or substrate. Line mode 1s a method of dispens-
ing 1n which small droplets (1n the picoliter to nanoliter scale
or order of magnitude) are dispensed onto a surface by a
printing nozzle to generate a line of individual droplets with
a specific spacing and volume. In one example, without
limitation: each line was dispensed at about 50 mm/sec,
about 20 drops per line, about 500 nanoliters (nl) per drop,
and about 2 mm spacing per drop; 6 lines were applied to the
substrate or slide (60 ulL per slide).

In accordance with some embodiments, a method of
printing a cell sample for karyotyping is provided. The
method 1nvolves dispensing droplets from a moving nozzle
onto a substrate. The dispensing comprising on-the-fly dis-
pensing ol cells on the substrate. At least one of the speed
of the nozzle, the distance between the nozzle and the
substrate, and the impact velocity of the droplets onto the
substrate are controlled such that the cell sample 1s dispersed
uniformly on the substrate with a substantially discrete
arrangement of chromosomes of the cell sample to provide
for accurate and eflicient karyotyping preparation and/or
analysis. Any of the embodiments disclosed, taught or
suggested herein may be combined 1n any suitable fashion or
manner to achieve one or more of the desired objectives as
taught herein, without any limitation(s).

In one embodiment, the printing involves matrix printing,
of the cell sample.

In one embodiment, the method further comprises stain-
ing the cell sample and/or chromosomes.

In one embodiment, the method further comprises a
microscopic or imaging analysis of the cell sample and/or
chromosomes.
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In one embodiment, the method 1s an automated method
controlled by a controller.

In one embodiment, the spreading of the cell sample
and/or chromosomes 1s controlled by adjusting the number,
spacing and volume, and forward velocity of the droplets
applied to the substrate.

In one embodiment, the method further comprises adjust-
ing a print area of the cell sample on the substrate such that
its length 1s 1n the range from about from about 1 mm to
about 75 mm.

In one embodiment, the method further comprises adjust-
ing a print area of the cell sample on the substrate such that
its width 1s 1n the range from about from about 1 mm to
about 25 mm.

In one embodiment, the method turther comprises preci-
s1on definition of a printed area on the substrate to allow for
more than one sample application to a single substrate

In one embodiment, the possible number of samples
printed on the substrate can range from 1 to about 100 or
more.

In one embodiment, the substrate 1s selected from the
group consisting of a glass slide, nitrocellulose membrane,
a plastic membrane, a nylon membrane, or a nylon mem-
brane on a continuous roll.

In one embodiment, the substrate comprises a surface
modifier to improve the quality of cell spreading and cell
adhesion.

In one embodiment, the surface modifier 1s selected from
a group consisting ol poly-L-lysine, amines, streptavidin,
epoxy, metal film, and dielectric materials.

In one embodiment, the substrate on which the cells are
dispensed comprises a barcode.

In one embodiment, the substrate on which the cells are
dispensed comprises a hydrophobic layer.

In one embodiment, the hydrophobic layer further defines
a printed area which 1s adapted to further mechanically
separate multiple cells on the substrate.

In one embodiment, during dispensing the nozzle 1s
arranged substantially perpendicularly to the substrate.

In one embodiment, the dispensing comprises line mode
dispensing in which droplets of a predetermined size are
dispensed onto the substrate by the nozzle to generate a line
of individual spots with a specific spacing and volume,
and/or spot size.

In one embodiment, the momentum transfer to the dis-
pensed cells from the moving nozzle creates a cell rolling
ellect on the substrate and improves cell spreading and/or
chromosome dispersion.

In one embodiment, the substrate 1s substantially parallel
to a work platform on which 1t 1s positioned or substantially
perpendicular to a long axis of the nozzle.

In one embodiment, the nozzle 1s part of a print head, and
wherein the speed of the print head can be adjusted from
about 5 mm/sec to about 150 mm/sec 1n order to increase or
decrease the amount of forward momentum applied to the
cells as they impact the substrate.

In one embodiment, a syringe pump 1s used to provide
cells to the nozzle, and wherein the speed of the syringe
pump can be adjusted from about 1 ul./sec to about 100
ul/sec 1n order to increase the velocity of the droplets 1n
flight and/or to aflect the forward momentum applied to the
cells as they impact the substrate.

In one embodiment, the droplet volume can be adjusted
from about 100 nl to about 4 ul. 1n order to increase or
decrease the amount of forward momentum applied to the
cells as they impact the substrate.




US 12,259,304 B2

S

In one embodiment, the cell spot spacing on the substrate
can be adjusted from about 0.1 mm to about 10 mm between
Spots.

In one embodiment, the number of lines or rows of cells
per substrate can be adjusted from 1 to about 200.

In one embodiment, the number of droplets per line can
be adjusted from about 5 to about 200.

In one embodiment, prior to dispensing a matrix of cells
on the substrate the dispenser mixes the cells 1 a source
reservoir so that there 1s a substantially homogeneous mix-
ture of cells 1n a dispense tip of the nozzle.

In one embodiment, the chromosomes of the cell sample
are distinctly identifiable on the substrate.

In one embodiment, the arrangement of chromosomes of
the cell sample on the substrate 1s configured for optimized
staining.

In one embodiment, the arrangement of chromosomes of
the cell sample on the substrate 1s configured for optimized
microscopic or imaging analysis.

In accordance with certain embodiments, a method for
matrix printing of cell samples for karyotyping 1s provided.
The method nvolves dispensing droplets from a moving
nozzle onto a surface. The dispensing comprises on-the-fly
dispensing of cells on the surface. The speed of the nozzle
1s adjusted such that the forward momentum applied to the
cells when they are dispensed onto the surface 1s such as to
accurately spread the cells on the surface 1n preparation for
karyotyping analysis.

In one embodiment, the surface 1s part of a substrate.
In one embodiment, the substrate comprises a glass slide.
In one embodiment, the substrate comprises a nylon
membrane, a plastic membrane or a nitrocellulose mem-
brane.

In one embodiment, the dispensing comprises line mode
dispensing in which small droplets are dispensed onto the
surface by the nozzle to generate a line of individual droplets
with a specific spacing and volume.

In one embodiment, the momentum transfer to the dis-
pensed cells from the moving nozzle creates a cell rolling
cllect on the surface and improves cell spreading.

In one embodiment, the surface 1s substantially parallel to
a work platform on which 1t 1s positioned or substantially
perpendicular to a long axis of the nozzle.

In one embodiment, the nozzle 1s part of a print head, and
wherein the speed of the print head can be adjusted from
about 5 mm/sec to about 150 mm/sec 1n order to 1ncrease or
decrease the amount of forward momentum applied to the
cells as they impact the slide.

In one embodiment, a syringe pump 1s used to provide
cells to the nozzle, and wherein the speed of the syringe
pump can be adjusted from about 1 ul/sec to about 100
ul/sec 1n order to increase the velocity of the droplets 1n
tlight and/or to affect the forward momentum applied to the
cells as they impact the surface.

In one embodiment, the droplet volume of can be adjusted
from about 100 nl to about 4 uL 1in order to increase or
decrease the amount of forward momentum applied to the
cells as they impact the shde.

In one embodiment, the cell spot spacing on the surface
can be adjusted from about 0.1 mm to about 10 mm between
Spots.

In one embodiment, the number of lines or rows of cells
per slide can be adjusted from 1 to about 200.

In one embodiment, the number of droplets per line can
be adjusted from about 5 to about 200.

In one embodiment, wherein prior to dispensing the
matrix of cells on the surface the dispenser mixes the cells
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in a source reservoir so that there 1s a substantially homo-
geneous mixture of cells 1n a dispense tip of the nozzle.

For purposes of summarizing the invention, certain
aspects, advantages and novel features of the invention have
been described herein above. Of course, it 1s to be under-
stood that not necessarily all such advantages may be
achieved 1n accordance with any particular embodiment of
the mvention. Thus, the mvention may be embodied or
carried out 1n a manner that achieves or optimizes one
advantage or group of advantages as taught or suggested
herein without necessarily achieving other advantages as
may be taught or suggested herein.

All of these embodiments are intended to be within the
scope of the mvention herein disclosed. These and other
embodiments of the invention will become readily apparent
to those skilled in the art from the following detailed
description of the preferred embodiments having reference
to the attached figures, the invention not being limited to any
particular preferred embodiment(s) disclosed.

BRIEF DESCRIPTION OF THE DRAWINGS

Having thus summarized the general nature of the mnven-
tion and some of its features and advantages, certain pre-
terred embodiments and modifications thereof will become
apparent to those skilled in the art from the detailed descrip-
tion herein having reference to the figures that follow, of
which:

FIG. 1A 1s a simplified schematic representation of a
conventional manual dispensing pipette which utilizes an
angled slide for karyotyping.

FIG. 1B 1s a simplified schematic top view of the unde-
sirable and uneven dispersion of a cell sample onto the slide
for karyotyping using the conventional methodology of FIG.
1A.

FIG. 1C 1s a simplified schematic side view of the
undesirable and uneven dispersion of a cell sample onto the
slide for karyotyping using the conventional methodology of
FIG. 1A.

FIG. 1D 1s a simplified schematic top view of the unde-
sirable meshwork and unevenness 1n the spreading and/or
dispersion of chromosomes 1n the cell sample onto the slide
for karyotyping using the conventional methodology of FIG.
1A.

FIG. 1E 1s an exemplary blood sample nucleus imaged
with a Metafer 1maging system at 63x magnification,
wherein the 1image depicts a substantially properly spread
metaphase nucleus with chromosomes which do not overlap
significantly and can be properly analyzed, in accordance
with certain embodiments of the mvention.

FIG. 1F 1s an exemplary blood sample nucleus imaged
with a Metafer imaging system at 10x magnification in
which the image depicts a poorly spread metaphase nucleus,
wherein due to the lack of spreading, the chromosomes
overlap considerably, and cannot be distinguished from one
another, therefore compromising results, and highlighting
the problems in karyotyping associated with conventional
methods.

FIG. 1G 15 a blood sample nucleus imaged with a Metafer
imaging system at 63x magmfication which depicts an
image of an overly spread metaphase nucleus, wherein some
of the chromosomes from this nucleus (the full set contains
46 chromosomes) have spread outside the field of view of
the microscope or 1maging device since the chromosomes
that are not present 1n the 1image have spread to an adjacent
cell and this compromises the results and proper analysis 1n
karyotyping associated with conventional methods.
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FIG. 2 1s a simplified view of an on-the-fly dispensing
system 1llustrating features and advantages in accordance

with certain embodiments of the methods of the invention.

FIG. 3 1s a simplified view of another exemplary on-the-
fly dispensing system 1llustrating features and advantages 1n
accordance with certain embodiments of the methods of the
invention.

FIG. 4 1s a simplified schematic view of an on-the-fly
droplet dispensing technology, such as a moving dispense
head, to accurately and uniformly disperse a cell sample spot
on a substrate for karyotyping illustrating features and
advantages 1n accordance with certain embodiments of the
invention.

FIG. 5 1s a simplified schematic top view of a line
dispense pattern for accurately dispersing and spreading a
cell sample on a substrate for karyotyping illustrating fea-
tures and advantages in accordance with certain embodi-
ments of the invention.

FIG. 6 1s a sitmplified schematic top view of an adjustable
spot spacing arrangement on a substrate prepared by an
on-the-fly dispensing technique for karyotyping illustrating
features and advantages 1n accordance with certain embodi-
ments of the mvention.

FIG. 7 1s a simplified schematic top view of a uniformly
arranged single cell sample on a substrate prepared by an
on-the-fly dispensing technique for karyotyping illustrating
features and advantages 1n accordance with certain embodi-
ments of the invention.

FIG. 8 1s a simplified schematic top view of a uniformly
arranged single cell sample on a substrate prepared by an
on-the-fly dispensing technique with a substantially discrete
arrangement of chromosomes for karyotyping illustrating
features and advantages 1n accordance with certain embodi-
ments of the mvention.

FIG. 9 1s a simplified side view of the chromosome
arrangement of FI1G. 8 illustrating features and advantages 1n
accordance with certain embodiments of the imvention.

FIG. 10 1s a simplified side view of a staining process in
association with the chromosome arrangement of FIGS. 8
and 9 illustrating features and advantages 1n accordance with
certain embodiments of the invention.

FI1G. 11 1s a stmplified side view of a microscopic process
for karyotyping analysis 1n association with the chromosome
arrangement and staining process of FIGS. 8, 9 and 10
illustrating features and advantages in accordance with
certain embodiments of the invention.

DETAILED DESCRIPTION

The preferred embodiments of the imvention described
herein relate generally to matrix printing of one or more cell
samples for karyotyping and, in particular, to methods and
systems for matrix printing of at least one cell sample using
on-the-tfly printing or dispensing to accurately spread cells
on a surface in preparation for karyotyping preparation, and
turther analysis.

While the description sets forth various embodiment
specific details, 1t will be appreciated that the description 1s
illustrative only and should not be construed 1n any way as
limiting the mvention. Furthermore, various applications of
the mvention, and modifications thereto, which may occur to
those who are skilled 1n the art, are also encompassed by the
general concepts described herein.

Certain embodiments provide methods and techniques for
controlled printing of a cell sample for karyotyping. The
methods can 1nvolve matrix printing using on-the-tly print-
ing or dispensing to accurately spread cells within at least
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one cell sample on a surface in preparation for karyotyping,
and further analysis. Advantageously, the methods result 1n
a uniform distribution of chromosomes of the cell suspen-
sion or sample on the surface of a substrate which can be
substantially discretely i1dentified, and also provide for efli-
ciency 1n a subsequent staining process and any further
analysis of the stained chromosomes using a microscope or
other 1imaging device.

Some embodiments provide for an automated method of
dispensing cells for karyotyping without requiring an angled
slide as used in conventional manual techniques which
undesirably lack accuracy, reproducibility and efficiency. In
order to dispense onto substrates, such as slides, that are not
at a prescribed angle but rather at an angle of about 90
degrees relative to a system dispense nozzle, “line mode”
technology 1s used to dispense cells. Line mode 1s generally
directed to a method of dispensing in which small droplets
are dispensed onto a surface by a printing nozzle to generate
a line of individual droplets with a specific spacing and
volume. The droplets, 1n some embodiments, overlay to
form a continuous line or may 1n some particular cases be
spaced to form a line of discrete drops. Using integrated
communication between an X-Y- and/or Z robot and a
printing nozzle, the printing instrument can deliver droplets
onto a substrate, such as a microscope slide, without stop-
ping the motion of the print head as 1t moves 1n one, or a
particular predetermined, direction. Advantageously, this
“continuous dispense” also provides forward momentum to
the cells as they are dispensed and come 1n contact with the
substrate, such as the microscope slide. The speed of the
print nozzle can be used to adjust the forward momentum
applied to the cells when they are dispensed onto the
substrate or slide.

Some systems, methods and techniques for dispensing
droplets 1n an on-the-fly manner, 1n accordance with certain
embodiments of the invention, are disclosed in U.S. Pat. No.
6,063,339 to Tisone et al. and U.S. Pat. No. 7,754,439 B2 to
Moore et al., the entirety of each one of which 1s hereby
incorporated by reference herein. Some dispensing systems,
in accordance with certain embodiments of the invention,
are available from BioDot, Inc. of Irvine, Calif., U.S.A. as
can be found on the www.biodot.com website, without
limitation.

Those skilled in the art will recognize that other types of
dispensers and associated actuation devices exist and may be
used with eflicacy. These may 1nclude, for example, but are
not limited to piezoelectric dispensers, flud impulse dis-
pensers, heat actuated dispensers, air brush dispensers, and
the like, as desired or required. Some systems, methods and

techniques for dispensing droplets in an on-the-fly manner,
in accordance with certain embodiments of the invention,
are disclosed 1n U.S. Patent Application Publication No.
2008/0227663 Al to Tisone et al., the entirety of which 1s
hereby incorporated by reference herein.

Some embodiments of the disclosed karyotyping auto-
mated methods can provide for the following benefits in
versatility, speed and efliciency of system performance:
individual droplet size between about 100 nanoliters (nl) to
about 4 microliters (uL) drops; spacing between droplets/
spots between about 0.1 mm to about 10 mm; number of
droplets per line from about 5 to about 200; number of lines
per slide from 1 to about 20; spacing between lines can be
overlapping, in some embodiments, and in other particular
cases not so; print nozzle speed while printing can vary from
about 5 mm/sec to about 150 mm/sec; and the drop velocity
can be controlled, using for example the syringe speed 1n
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some embodiments when a syringe pump 1s part of the
dispensing system, to increase eflective steady state pres-
sure.

The above parameters can also be etlicaciously adjusted
by utilizing a specific, predetermined and/or customized
user interface 1n order to generate, for example, the spacing,
required for diflerent cell sample types. Different cell types
and different cell preparation techniques can produce meta-
phase cells with different characteristics, including the
length of the chromosomes within metaphase cells.

The substrates on which the matrices are printed can
comprise glass or microscope slides. In other embodiments,
the substrate can comprise nylon membranes, plastic mem-
branes or nitrocellulose membranes, as needed or desired.

FIGS. 1A, 1B, 1C and 1D represent a conventional,
typically manual, technique of spreading a cell sample on an
angled glass slide 11 for karyotyping, which has many
inherent faults and deficiencies. A manual pipette 28 or the
like 1s used to dispense a volume 13 1n the form of one or
more droplets 15 onto the slide 11 which 1s angled by an
angle a. (alpha) which typically ranges between about 20° to
about 60° degrees.

The cell sample 17 spreads on the slide 1n an extremely
spatially non-uniform fashion so that substantial areas of the
slide 11 are uncovered and the depth of the sample 17 on the
slide 11 1s extremely uneven. As a result, the chromosome
arrangement 19 on the slide 11 1s a meshwork of intertwined
and non-discrete chromosomes 1 which complicates the
preparation of the cell sample 17 for karyotyping and further
analysis. This 1s most disadvantageous for carrying on a
proper karyotyping analysis.

Turning back to the background and bio-chemistry
involved in karyotyping, if cellular genetic structure or
makeup has been altered (duplicated, deleted, or moves from
one chromosome to another chromosome), 1t can often be
detected by performing a karyotype analysis (also known as
karyotyping or G-banding) the specimen. In order for a
scientist to properly analyze a specimen’s genome by
‘karyotyping’, entire chromosome structures are reviewed
and compared to known normal structures. When chromo-
somes are stained with, for example, Geimsa stain, each
chromosome creates a unique banding pattern based on the
presence and sequence of genes that are known to exist on
that chromosome. Changes 1n a specimen’s genome can be
detected 1f the known banding pattern has been changed
from the predictable state.

While karyotyping may be a well-established technique
that has been used for many years to analyze genetic
information, 1t 1s important that a scientist 1s able to view
cach chromosome mndependently. Chromosomes tend to be
long, string-like structures and each chromosome (a human
cell contains 46 unique chromosomes) 1s held within the
cell’s nucleus.

In order for a scientist to properly analyze a specimen’s
entire set of chromosomes during karyotyping, the nuclear
content should spread until each individual chromosome
(101 on substrate 111) can be distinguished entirely from the
other chromosomes within the cell. Such a situation 1is
illustrated 1in FIG. 1E which 1s accordance with what at least
some embodiments of disclosed herein.

Poorly or improperly spread specimens display a tangled
and overlap group of chromosomes (see FIG. 1F). If these
banding patterns are overlapped when viewed by a scientist,
it will compromise the results of the karyotype, as 1is
common in conventional karyotyping techniques utilized 1n
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the art. FIG. 1G 1llustrates certain microscopic or image
analysis problems as associated with conventional karyo-
typing methodologies.

By way of further background, the typical manual karyo-
typing techmques include the application of a droplet (of cell
solution) onto a slhide 1 an environment 1n which the
temperature and relative humidity are controlled. The tech-
nicians typically angle the slide and apply the droplet to the
highest point on the slide 1 such a way that the droplet
cascades down the slide as the cells dry and adhere to the
slide surface. This forward movement imparts forward
velocity to the cells 1 suspension as they move on the slide.
The forward movement has been referred to as ‘cell rolling’
and 1s highly regarded as a critical aspect of the cell
dropping technique. Cell rolling 1s thought to help the
uniform spreading from cell to cell and chromosome to
chromosome (within a given cell or nucleus).

While a shide angle 1s required in order to induce ‘cell
rolling’, 1t 1s inherently variable since technicians typically
do not measure the angle or ensure the proper angle is
achieved 1n normal practice. Greater angles typically will
increase ‘cell rolling” and smaller angles will decrease “cell
rolling”. Embodiments of the invention as disclosed, taught
or suggested herein advantageously and consistently provide
a forward velocity and spreading on the substrate or slide
which 1s extremely much more precise and consistent for
karyotyping preparation and/or subsequent further analysis.

Also, 1 accordance with some embodiments, by gener-
ating the cell rolling eflect on a tlat substrate or shde, a
significantly more practical means of automating the process
has been developed since dispensing onto an angled surface
adds sigmificant complication.

Advantageously, on-the-tly dispensing of cellular samples
for karyotyping and/or cytogenetic analysis creates an auto-
mated means ol properly and precisely spreading chromo-
somes on a substrate or glass slide surface that does not
require the need to angle the substrate or glass shde.
On-the-fly dispensing, desirably, can do so by imparting
torward velocity to cells as they are applied to the substrate
or slide, thereby recreating the cell rolling phenomenon that
1s one 1mportant aspect of the cell spreading protocol.
Some Exemplary On-The-Fly Dispensing Devices

FIG. 2 1s a simplified depiction of an on-the-fly dispensing,
system or apparatus 108 for utilization 1n accordance with
certain embodiments of the karyotyping methods taught
herein. The dispensing system or apparatus 108 1s particu-
larly adapted for automated high-speed precision dispensing
(and aspirating) of liquids such as cell samples for karyo-
typing.

The dispensing system or apparatus 108 generally com-
prises a dispense or dispensing head 128' with one or more
dispensers 128 having a valve or other dispensing means
204 operated by an actuator, such as a solenoid. The dis-
penser 128 1s hydraulically coupled or 1n fluid communica-
tion with a positive displacement pump 120 for metering
precise quantities of fluid or ligmd 130 (such as a cell
sample) to or towards the dispenser 128. The dispenser 128
can be mounted on or 1n association with an X-Y- and/or Z
table, gantry or robotic movement system 110 to provide for
on-the-fly dispensing of droplets.

A substrate or target 111 can be mounted on a carrier
platform, table or carriage 112 to receive reagent, liquid or
a cell sample dispensed from the dispenser 128. The sub-
strate 111 can comprise a glass slide or receptive membrane,
among others, as required or desired.

Those skilled i the art will appreciate that the motion
system may include one or more position stepper motors
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123, 124, 125 or the like, which are operable to move either
the dispenser 128 and/or the carrier platform or table 112
relative to one another in the X, X-Y or X-Y-Z directions, as
indicated in the drawing. Alternatively, or 1n addition, one or
more suitable robot arms may be eflicaciously used, as
needed or desired, to provide controlled relative motion
between the dispenser 128 and the target substrate 111
and/or other components or associated components of the
apparatus 108. For on-the-tly dispensing, in certain embodi-
ments, the motion system moves the dispense head in at least
the X and Z directions to accurately spread the cell sample
onto the substrate 111 for karyotyping.

Though FIG. 2 shows only a single dispenser 128, 1n other
embodiments, 1t 1s contemplated that multiple dispensers 1n
linear (1xN) or two-dimensional (MxN) arrays are used.
These may be provided and operated either in parallel or 1n
another coordinated fashion, as desired. It should be under-
stood that any discussion herein with specific reference to
the single dispenser embodiment 1s substantially equally
applicable, with possible modifications as apparent to the
skilled artisan, to multiple dispensers each connected to
respective pumps or a single pump.

The positive displacement pump 120 can comprise a
SYringe pump though other direct current (DC) fluid sources
may be used with eflicacy. The syringe pump 120 can be
hydraulically coupled to or 1n fluid communication with a
fluid reservoir 116 through a first one-way check valve or
open-close valve 1435a. The syringe pump 120 can draw
fluid 130 (such as a cell sample for karyotyping) from the
fluid reservoir 116 and provide it to the dispenser 128
through a second check valve or open-close valve 14556 on
a supply line or feedline 150.

The syringe pump 120 can have a movable piston 118
within a syringe barrel 162. The syringe pump 120 1s
operated by a syringe pump driver 142 comprising, for
example, a stepper motor and an associated lead screw, for
extending and retracting the piston 118 within the syringe
barrel 162. Those skilled in the art will readily appreciate
that when the piston 118 1s retracted, fluid 130 1s drawn from
the reservoir 116 into the syringe pump 120. When the piston
118 1s again extended, fluid 130 1s forced to flow from the
syringe barrel 162 into the dispenser 128 via the supply tube
150, whereupon 1t 1s ejected by the dispenser 128 onto or
into the target substrate 111 in the form of droplets 531, or
In some cases as a spray pattern.

In one embodiment, the fluid or liguid 130 comprises the
cell sample that 1s dispensed onto or into the target 111. That
1s the system 1s filled with the liquid (or cell sample) 130 to
be dispensed. This set-up can be particularly advantageous
when relatively large quantities of the same cell sample are
to be dispensed.

In another embodiment, the fluid or liquid 130 comprises
a system fluid or backing reagent, such as distilled water,
and the dispensing apparatus 108 operates 1n a “suck-and-
spi1t” mode. In this embodiment, the dispenser 128 1s used to
aspirate a predetermined amount of tfluid, liquid or reagent
(such as a cell sample for karyotyping) from a source
receptacle or microtiter plate and the like and then dispense
the aspirated liquid onto or into the target 111. As the skilled
artisan will appreciate, liquid 1s aspirated by retracting or
decrementing the pump piston 118 with the valve 1455 open
to create a reduced pressure or partial vacuum to draw
source reagent (such as the cell sample) into the dispenser
128 via a suitable tip or nozzle thereon.

A controller 114 oversees operation of the pump 120,
X-Y- and/or Z relative motion and the dispenser 128, among,
other associated components. The controller 114 coordinates
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and controls the motion of each of the stepper motors 123,
124, and the syringe pump driver 142, as well as the opening
and closing of the dispensing valve 204 to precisely dispense
an amount of reagent or cell sample at one or more prede-
termined location(s) on target substrate 111. The controller
114 also controls and coordinates aspiration ol source
reagent or cell sample(s), as and 11 needed.

A computer software program can be interfaced with the
controller 114 guide dispensing (and/or aspirating) for dii-
ferent modes of operation and different applications. A
user-defined text file can be created, for example, from a
spreadsheet of values or template, with lists of numbers of
user-defined dispense volumes of one or more reagents or
cell sample(s) and corresponding coordinates of the dispense
(and/or aspirate) operation. The controller 114 uses this text
file data 1n cooperation with the software program to pre-
cisely control and coordinate the operation of the dispensing
apparatus 108.

Advantageously, the use of such a text file control allows
high-speed on-the-fly precision dispensing to print arrays
onto or mto multiple predetermined locations of a desired
target or substrate. This can be particularly advantageous
when more than one dispenser, dispense head or manifold
system or a combination thereof 1s utilized to facilitate
process eiliciency. These multiple dispensers can be oper-
ated 1n parallel or 1n synchronous coordmation. In some
embodiments, one or more pressure sensors 351 are pro-
vided to monitor the system pressure and provide diagnostic
information about various flmid and tlow parameters within
the hydraulic system.

FIG. 3 1s another simplified representation of an on-the-
fly dispensing system or apparatus 108 for use in accordance
with certain embodiments of the karyotyping methods
taught herein. The dispensing system or apparatus 108 1s
particularly adapted for automated high-speed precision
dispensing (and aspirating) of liquids such as cell samples
for karyotyping. Like reference numerals 1in FIG. 3 corre-
spond to like elements 1n as illustrated 1n at least FIG. 2.

Referring in particular to the system of FIG. 3, the
dispensing apparatus 108 generally comprises a dispense or
dispensing head 128' having one more or dispensers 128
having a valve or other dispensing means 204 operated by an
actuator, such as, for example, a solenoid that dispenses
drops onto a substrate 111 1n a non-contact manner. The
dispenser 128 1s hydraulically coupled or in fluid commu-
nication with a positive displacement pump 120 for metering
precise quantities of fluid or liquid 130 (such as cell sample
for karyotyping) to or towards the dispenser 128. The
dispensing head 128' and the dispenser(s) 128 are mounted
on or in association with a platform 112.

The term “X-Y-Z" as used herein refers to a system that
1s capable of moving 1n the X, Y, and/or Z directions 1n any
combination. The X-Y-Z system may include one or more
position stepper motors 123, 124, 125 or the like, which are
operable to move either the dispensing head 128'(and/or the
dispenser(s) 128) and/or the platform 112 relative to one
another 1n the X, X-Y, or X-Y-Z directions. It bears noting
also that while this description may refer only to a single
dispensing head 128', 1t 1s contemplated that multiple dis-
pensing heads 1 linear (1xN) or two-dimensional arrays
(MxN) can also be used with equal or improved eflicacy.
Such multiple dispensing heads may be operated 1n parallel,
1.e., for multi-gang operation, or 1n another coordinated
fashion, as desired.

One or more substrates 111 may be mounted on the
plattorm 112 to receive cell sample(s) dispensed from the
dispenser(s) 128. Additionally, a source reservoir 175 may
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be provided from which cell sample(s) may be aspirated by
the dispense head 128' or dispenser(s) 128 and dispensed
onto the substrate 111. It should be understood that while a
single source reservoir 175 and a single substrate 111 are
depicted 1n FIG. 3, multiple sources and multiple substrates
may be provided and/or mounted or arranged on the plat-
form 112, as desired or required. Frequently, the source
reservoir 175 will be any suitable reservoir that temporarily
stores reagents to be dispensed onto the substrate 111 by the
dispenser 128. Similarly, it should be understood that the
term “reagent” as used herein refers to cell suspensions or
test reagents that will be dispensed by the dispenser 128 onto
the substrate 111.

The substrate 111 may comprise any suitable surface upon
which a cell array may be formed and a diagnostic assay
may be conducted, such as karyotyping. Exemplary sub-
strates 1nclude, but are not limited to, nylon membranes,
plastic membranes, nitrocellulose membranes, and glass
slides. In certain embodiments, the substrate 111 may com-
prise a membrane, such as nylon, that 1s fed from a con-
tinuous roll.

The positive displacement pump 120 can comprise a
syringe pump, although other direct current tfluid sources
may be used. The syringe pump 120 1s hydraulically coupled
to or i fluid communication with a fluid reservoir 116
through a first supply line 150 and a switching valve 145.
The syringe pump 120 draws fluid 130 from the fluid
reservoir 116 and provides it to or toward the dispensing
head 128' through a second supply line 152 also 1n commu-
nication with the switching valve 145.

The syringe pump 120 has a movable piston 118 within a
syringe barrel 162. The syringe pump 120 1s operated by a
syringe pump driver 142 comprising, for example, a stepper
motor and an associated lead screw, for extending and
retracting the piston 118 within the syringe barrel 162. Those
skilled 1n the art will readily appreciate that when the piston
118 1s retracted, fluid 130 1s drawn from the reservoir 116
through the switching valve 145 into the syringe pump 120.
When the piston 1s again extended, tluid 130 1s forced to
flow from the syringe barrel 162 mto the dispensing head
128' via the second supply tube 152, whereupon it 1s ejected
by the dispensing head 128' onto the substrate 111 1n the
form of droplets.

In one embodiment, the fluid 130 comprises the reagent or
cell sample that 1s dispensed onto the substrate 111. Thus,
the reservoir 116, pump barrel 162, dispenser 128 and
supply lines 150 and 152 are filled with the flud 130 to be
dispensed. This arrangement can be particularly advanta-
geous when large quantities of the same reagent are to be
dispensed onto the substrate 111. For example, 1t may be
desirable to manufacture large number of substrates each
having the same cell sample that 1s uniformly distributed for
karyotyping processes.

In another embodiment, the fluid 130 comprises a backing,
reagent, such as distilled water, and the dispensing apparatus
108 operates 1n an aspirate/dispense mode. In this embodi-
ment, the dispenser 128 1s used to aspirate a predetermined
amount of reagent from the source reservoir 175, movably
transport the reagent relative to the substrate 111, meter the
predetermined amount of the reagent, and dispense the
aspirated reagent onto or into the substrate 111. Reagent 1s
aspirated by retracting or decrementing the pump piston 118
with the switching valve 145 open to create a reduced
pressure or partial vacuum along supply line 152 to draw
reagent from the source reservoir 175 to the dispenser 128
via a suitable tip 205 or nozzle thereon. In certain embodi-
ments, this same process can be repeated on a smaller scale
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to mix reagent, particularly cells that may have settled out of
solution so as to provide a relatively homogenous cell
suspension which then may be aspirated and subsequently
dispensed onto the substrate 111. As will be appreciated, 1t
may be necessary to repeat some or all of the steps i order
to form the desired cell array and/or dispense the desired cell
sample(s) 1n preparation for the diagnostic analysis, such as
karyotyping, onto the cell array after it 1s formed.

A controller 114 can oversee operation of the syringe
pump 120, X-Y-Z motion, platiorm 112, and the dispensing
head 128'. Specifically, the controller 114 can coordinate and
control the motion of each of the stepper motors 123, 124,
125 and the syringe pump driver 142, as well as the opening
and closing of the dispensing valve 204 to precisely meter
and dispense an amount of reagent at predetermined loca-
tions on the substrate 111 in an on-the-tly dispensing mode.
As necessary, the controller 114 can also control and coor-
dinate mixing and aspiration of reagent or cell sample from
the source reservoir 175. A software program can be inter-
faced with the controller 114 to guide mixing, dispensing,
and aspirating for different modes of operation and different
applications. A user-defined text file 1s preferably generated,
for example, from a spreadsheet of values or a template, with
lists of numbers of user-defined dispense volumes for the
cell sample(s) and corresponding coordinates of the mixing,
aspirating, and dispensing operation. The controller 114 can
use this text file data in cooperation with the software
program to precisely control and coordinate the operation of
the dispensing apparatus 108.

The dispensing system or apparatus 108 1n certain
embodiments operates i an “‘on-the-fly” mode, that 1is
without stopping the motion of the dispense head 128' and/or
the platform 112. To accommodate this on-the-fly dispensing
without sacrificing accuracy, precision or repeatability, the
controller 114 calculates a phase adjustment for each dis-
pense cycle. The phase adjustment 1s such as to advance or
retard the timing of the valve 204 opening and closing so
that the dispensed droplet of reagent or cell sample lands at
the desired location on the substrate 111 (or at a desired
oflset location), taking into account 1ts anticipated trajectory.

Those skilled 1n the art will appreciate that the magnitude
of the necessary or desired phase adjustment will depend,
among other things, on a number of system input and output
parameters and behavioral characteristics, including the
desired drop oflset (if any), the vertical distance between the
dispensing head nozzle 205 and the surface of the substrate
111, the velocity and/or acceleration of the dispensing head
128' and/or the substrate 111 relative to one another, the
velocity of the dispensed droplets, ambient temperature and
humidity, and other controlled and/or uncontrolled factors.
While certain of these parameters or characteristics can be
1solated and studied such that their impact on the necessary
phase adjustment 1s fairly predictable, other parameters or
characteristics can 1n some cases not be 1solated nor pre-
dicted. In such situations, 1f needed, precise phase adjust-
ments can be determined experimentally for a given pro-
duction set up either before or during production such that
a high degree of accuracy, precision, and repeatability 1s
attained during long production runs.

As will be appreciated by one of skill in the art, 11 the cell
array 1s to be used for diagnosis based on karyotyping, the
predetermined analyte can be one or more chromosomes that
can be stamned with a commercially available chromosome
staining reagent. The imaging system used to analyze the
cell arrays of may be a microscope or an automated machine
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capable of detecting a reaction between the involved
reagents, such as chromosomes 1n a cell sample and a
staining agent or probe.

In certain embodiments, and as also noted above, the
dispensing system or apparatus 108 uses a controller 114
which generally comprises a host CPU or computer that
interfaces with some form of data memory. In particular, the
controller may be divided into five basic subsystems: host
CPU, coordinate control circuitry, memory and logic cir-
cuitry, syringe stop count circuitry, and valve firing circuitry.
Those of skill 1n the art will appreciate that each subsystem
works 1n cooperation with the other subsystems to simulta-
neously control and coordinate the stepper motors 123, 124,
125, the syringe pump motor 142, and the valve dispenser
128 to precisely mix, aspirate, transport, meter, and dispense
an amount of reagent or cell sample at predetermined
locations on or in the substrate 111, to provide on-the-fly
dispersion of cell sample spots on the substrate for karyo-
typing. The controller 114 may also coordinate and control
wash/purge operations and refilling the dispensing apparatus
with fluid from the fluid or cell suspension reservoir 116, as
needed or desired.

In some embodiments, more fully disclosed 1n U.S. Patent

Application Publication No. US 2002/0159919 A1l entitled
METHOD AND APPARATUS FOR HIGH-SPEED
MICROFLUIDIC DISPENSING USING TEXT FILE
CONTROL, incorporated herein by reference, the dispens-
ing apparatus 108 1s equipped with the controller 114 that
interfaces with a computer software program to guide dis-
pensing and/or aspirating for different modes of operation of
the system and different applications. The controller 114
uses text file data 1n cooperation with a software program to
precisely control and coordinate the operation of the dis-
pensing apparatus or system 108.

Chromosome Arrangement for Karyotyping and Analysis

In accordance with certain embodiments, FIG. 4 1s a
simplified schematic view of an on-the-tly droplet dispens-
ing technology, such as a moving dispense head 128" with
one or more dispensers or dispense channels 128, to accu-
rately and uniformly disperse a cell sample spot 119 on a
substrate 111 for karyotyping. The dispense head 128' moves
at a predetermined velocity “U” to dispense cell sample
droplets 1135 with a predetermined impact velocity “V” from
a predetermined height “H” above the substrate 111 to form
a cell sample spot 119 with a predetermined spreading area.

In accordance with certain embodiments, FIG. 5 1s a
simplified schematic top view of a line dispense pattern for
accurately dispersing and spreading the cell sample arrange-
ment 117 on the substrate 111 for karyotyping. In one
embodiment, a preferred pattern of dispensing motion 1n
relation to the substrate 111 advantageously decreases the
time to complete a particular dispensing operation. Upon
executing a first linear pass along a first row, the dispensing
head 128' reverses direction and executes a second pass
along an adjacent second row. Such bi-directional dispens-
ing advantageously decreases the time required to complete
a dispensing operation in comparison to a unidirectional
dispensing operation. It 1s also envisioned that for non-
sequential or intermittent dispensing the controller 114
would speed operation by dispatching the dispensing head
128' directly to or adjacent the next desired target location
without necessarily completing each successive pass or each
intervening row.

In accordance with certain embodiments, FIG. 6 1s a
simplified schematic top view of an adjustable spot spacing
arrangement 117 on the substrate 111 prepared by an on-the-
fly dispensing technique for karyotyping with cell sample
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spots 119. The spacing and spreading of the cell sample
spots 1s adjustable to provide for the uniform, repeatable and
accurate formation of the arrangement 117.

In accordance with certain embodiments, FIG. 7 1s a
simplified schematic top view of a uniformly arranged single
cell sample 117 on the substrate 111 prepared by an on-the-
fly dispensing technique for karyotyping. Advantageously,
this overcomes many of the deficiencies of related conven-
tional karyotyping techniques.

In accordance with certain embodiments, FIGS. 8 and 9
are simplified schematic views of a umiformly arranged
single cell sample 117 on the substrate 111 prepared by an
on-the-fly dispensing technique with a substantially uniform
and discrete arrangement of chromosomes 101 for karyo-
typing. Advantageously, this allows for accurate, repeatable
and consistent analysis of the chromosomes 101 for karyo-
typing.

In accordance with certain embodiments, FIG. 10 1s a
simplified side view of a staining process 1n association with
the chromosome arrangement of FIGS. 8 and 9. The staining
reagent, liquid or probe 1s 312 1s applied to the chromosomes
101 and results 1n a desired stain arrangement at least in part

due to the discrete arrangement of the chromosomes 101 of
the cell sample 117 on the substrate 111.

FIG. 11 1s a simplified side view of a microscopic process
for karyotyping analysis 1n association with the chromosome
arrangement and staining process of FIGS. 8, 9 and 10
illustrating features and advantages in accordance with
certain embodiments of the invention. The microscope or
other imaging device 314 can accurately analyze the stained
chromosomes 101' of the stained cell sample 117" due to the
ellicacious and discrete arrangement formed thereof on the
substrate 111.

Some Advantages of Embodiments of the Invention

One advantage of certain embodiments of the disclosed
methods 1s that the use of an automated method to apply
cells from a cell suspension of a particular cell sample to a
substrate or slide(s) makes the laboratory process more
cilicient. The conventional manual method of applying cells
to slides 1s undesirably highly variable and makes 1t difficult
to obtain repeatable results from day to day and from
technician to technician. Some embodiments of the method
cnable the use of automation 1n a way that generates the
desired outcome (e.g., accurately and properly spread cells
of the cell sample and its chromosomes for karyotyping
analysis).

Another advantage of certain embodiments of the dis-
closed methods 1s that superior results are obtained as
compared to other methods. The number of quality spread
cells and the dispersion of cells and chromosomes of the cell
sample on the substrate or slide 1s improved sigmificantly
when using the novel, unique and nventive method of
embodiments of the imnvention.

Yet another advantage 1s that the spreading of cells and
chromosomes on the substrate or slide can be controlled
casily and precisely by adjusting the number, spacing and
volume, and forward velocity of drops applied to the sub-
strate or slide.

Advantageously, the dispensed droplet spreads 1n a pre-
determined manner on the substrate surface to occupy a
predetermined area 1n conjunction with other dispensed
spots to form a uniform, even, reproducible and repeatable
spreading and distribution of cells and/or chromosomes on
the substrate for karyotyping purposes.
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Another advantage 1s that the desirable quality of chro-
mosome spreading impacts how well the later dispensed

stain(s) interacts with the chromosomes. The chromosomes
subsequently are advantageously displayed 1n an easy and
cllicient manner to be analyzed by a microscope, 1maging
device or the like.

Other advantages include, without limitation: the dispens-
ing systems precision and repeatability with respect to size
(length and width) and location of the printed area enhances
the efliciency of automated imaging systems; the length of
the printed area can be adjusted from about 1 mm to about
75 mm; the width of the printed area can be adjusted from
about 1 mm to about 25 mm; the location of the printed area
on the substrate or slide can be adjusted from 0 to about 75
mm from the substrate or slide origin with respect to the long
axis ol the substrate or slide; the location of the printed area
on the substrate or slide can be adjusted from 0 to about 25
mm from the substrate or slide origin with respect to the
short axis of the substrate or slide; precision defining of the
printed area on the substrate or slide, can desirably allow for
more than one sample application to a single substrate or
slide; the possible number of samples printed on the sub-
strate or slide can range from 1 to about 100 or more; the
substrate on which the cells of the cell sample are dispensed
may be a glass slide, nitrocellulose membrane, a plastic
membrane, a nylon membrane, or a nylon membrane on a
continuous roll; a surface modifier may be used to improve
the quality of cell spreading and cell adhesion—the surface
modifier may be poly-L-lysine, amines, streptavidin, epoxy,
metal film, or dielectric materials, among others, and the
like; the slide or substrate on which the cells are dispensed
may consist of a barcode and a hydrophobic layer to further
define the printed area—the hydrophobic area can also be
used to mechanically separate multiple cells on the single
substrate or slide.

CLAUSES

Particular aspects of the disclosure and/or embodiments
of the invention(s) are set out in at least the following
numbered clauses, any of which may be combined as
appropriate, needed or desired to achieve at least the objec-
tive(s) of preparing a cell sample for karyotyping for repro-
ducible, repeatable, accurate, eflicient and consistent overall
performance, and subsequent analysis, with respect to cre-
ating at least a homogeneous arrangement of chromosomes
or other genetic or DN A material on one or more substrates.

1. A method of printing a cell sample for karyotyping,
comprising;

dispensing droplets from a moving nozzle onto a sub-
strate, said dispensing comprising on-the-tly dispensing of
cells on the substrate; and

controlling at least one of the speed of the nozzle, the
distance between the nozzle and the substrate, and the
impact velocity of the droplets onto the substrate such that
the cell sample 1s dispersed uniformly on the substrate with
a substantially discrete arrangement of chromosomes of the
cell sample to provide for accurate and eflicient karyotyping
preparation and/or analysis.

2. The method of Clause 1, wherein the printing involves
matrix printing of the cell sample.

3. The method of Clause 1 or 2, wherein the method
turther comprises staining the cell sample and/or chromo-
SOMES.

4. The method of any one of the preceding clauses,
wherein the method further comprises a microscopic or
imaging analysis of the cell sample and/or chromosomes.
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5. The method of any one of the preceding clauses,
wherein the method 1s an automated method controlled by a
controller.

6. The method of any one of the preceding clauses,
wherein spreading of the cell sample and/or chromosomes 1s
controlled by adjusting the number, spacing and volume, and
forward velocity of the droplets applied to the substrate.

7. The method of any one of the preceding clauses,
wherein the method further comprises adjusting a print area
of the cell sample on the substrate such that its length 1s 1n
the range from about from about 1 mm to about 75 mm.

8. The method of any one of the preceding clauses,
wherein the method further comprises adjusting a print area
of the cell sample on the substrate such that 1ts width 1s 1n
the range from about from about 1 mm to about 25 mm.

9. The method of any one of the preceding clauses,
wherein the method further comprises precision definition of
a printed area on the substrate to allow for more than one
sample application to a single substrate

10. The method of Clause 9, wherein the possible number
of samples printed on the substrate can range from 1 to about
100 or more.

11. The method of any one of the preceding clauses,
wherein the substrate 1s selected from the group consisting,
of a glass slide, nitrocellulose membrane, a plastic mem-
brane, a nylon membrane, or a nylon membrane on a
continuous roll.

12. The method of any one of the preceding clauses,
wherein the substrate comprises a surface modifier to
improve the quality of cell spreading and cell adhesion.

13. The method of Clause 12, wherein the surface modi-
fier 1s selected from a group consisting of poly-L-lysine,
amines, streptavidin, epoxy, metal film, and dielectric mate-
rials.

14. The method of any one of the preceding clauses,
wherein the substrate on which the cells are dispensed
comprises a barcode.

15. The method of any one of the preceding clauses,
wherein the substrate on which the cells are dispensed
comprises a hydrophobic layer.

16. The method of any one of the preceding clauses,
wherein the hydrophobic layer further defines a printed area
which 1s adapted to further mechanically separate multiple
cells on the substrate.

1’7. The method of any one of the preceding clauses,
wherein during dispensing the nozzle 1s arranged substan-
tially perpendicularly to the substrate.

18. The method of any one of the preceding clauses,
wherein the dispensing comprises line mode dispensing in
which droplets of a predetermined size are dispensed onto
the substrate by the nozzle to generate a line of individual
spots with a specific spacing and volume, and/or spot size.

19. The method of any one of the preceding clauses,
wherein the momentum transfer to the dispensed cells from
the moving nozzle creates a cell rolling eflect on the
substrate and improves cell spreading and/or chromosome
dispersion.

20. The method of any one of the preceding clauses,
wherein the substrate 1s substantially parallel to a work
platform on which 1t 1s positioned or substantially perpen-
dicular to a long axis of the nozzle.

21. The method of any one of the preceding clauses,
wherein the nozzle 1s part of a print head, and wherein the
speed of the print head can be adjusted from about 5 mm/sec
to about 150 mm/sec in order to increase or decrease the
amount of forward momentum applied to the cells as they
impact the substrate.
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22. The method of any one of the preceding clauses,
wherein a syringe pump 1s used to provide cells to the
nozzle, and wherein the speed of the syringe pump can be
adjusted from about 1 pl/sec to about 100 ul./sec in order
to increase the velocity of the droplets 1n flight and/or to
allect the forward momentum applied to the cells as they
impact the substrate.

23. The method of any one of the preceding clauses,
wherein the droplet volume can be adjusted from about 100
nl to about 4 uL 1n order to increase or decrease the amount
of forward momentum applied to the cells as they impact the
substrate.

24. The method of any one of the preceding clauses,
wherein the cell spot spacing on the substrate can be
adjusted from about 0.1 mm to about 10 mm between spots.

25. The method of any one of the preceding clauses,
wherein the number of lines or rows of cells per substrate
can be adjusted from 1 to about 200.

26. The method of any one of the preceding clauses,
wherein the number of droplets per line can be adjusted from
about 5 to about 200.

2’7. The method of any one of the preceding clauses,
wherein prior to dispensing a matrix of cells on the substrate
the dispenser mixes the cells 1n a source reservoir so that
there 1s a substantially homogeneous mixture of cells in a
dispense tip of the nozzle.

28. The method of any one of the preceding clauses,
wherein the chromosomes of the cell sample are distinctly
identifiable on the substrate.

29. The method of any one of the preceding clauses,
wherein the arrangement of chromosomes of the cell sample
on the substrate 1s configured for optimized stainming.

30. The method of any one of the preceding clauses,
wherein the arrangement of chromosomes of the cell sample
on the substrate 1s configured for optimized microscopic or
imaging analysis.

1b. A method of printing, such as matrix printing, of at
least one cell sample for karyotyping comprising: dispensing
droplets from a moving nozzle onto a surface, said dispens-
ing comprising on-the-tly dispensing of cells on the surface;
and adjusting the speed of the nozzle to adjust the forward
momentum applied to the cells when they are dispensed onto
the surface so as to accurately spread the cells and/or
chromosomes on the surface in preparation for karyotyping
analysis.

2b. The method of Clause 1b, wherein the surface 1s part
ol a substrate.

3b. The method of Clause 2b, wherein the substrate
comprises a glass slide.

4b. The method of Clause 2b, wherein the substrate
comprises a nylon membrane, a plastic membrane or a
nitrocellulose membrane.

5b. The method of any one of Clauses 1b to 4b, wherein
the dispensing comprises line mode dispensing in which
small droplets are dispensed onto the surface by the nozzle
to generate a line of mdividual droplets with a specific
spacing and volume, and/or spot size.

6b. The method of Clause 1b to 5b, wherein the momen-
tum transier to the dispensed cells from the moving nozzle
creates a cell rolling effect on the surface and improves cell
spreading and/or discrete chromosome distribution of the
cell sample.

7b. The method of any one of Clauses 1b to 6b, wherein
the surface 1s substantially parallel to a work platform on
which 1t 1s positioned or substantially perpendicular to a
long axis of the nozzle.
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8b. The method of any one of Clauses 1b to 7b, wherein
the nozzle 1s part of a print head, and wherein the speed of
the print head can be adjusted from about 5 mm/sec to about
150 mm/sec 1n order to increase or decrease the amount of
forward momentum applied to the cells as they impact the
surtace such as a slide or substrate surface.

Ob. The method of any one of Clauses 1b to 8b, wherein
a syringe pump 1s used to provide cells to the nozzle, and
wherein the speed of the syringe pump can be adjusted from
about 1 ul./sec to about 100 ul./sec 1n order to increase the
velocity of the droplets 1n flight and/or to aflect the forward
momentum applied to the cells as they impact the surface.

10b. The method of any one of Clauses 1b to 9b, wherein
the droplet volume of can be adjusted from about 100 nl to
about 4 ul in order to increase or decrease the amount of
forward momentum applied to the cells as they impact the
surtace of a slide or substrate.

11b. The method of any one of Clauses 1b to 10b, wherein
the cell spot spacing on the surface can be adjusted from
about 0.1 mm to about 10 mm between spots.

12b. The method of any one of Clauses 1b to 11b, wherein
the number of lines or rows of cells per surface of a slide or
substrate can be adjusted from 1 to about 200.

13b. The method of any one of Clauses 1b to 12b, wherein
the number of droplets per line on the surface can be
adjusted from about 5 to about 200.

14b. The method of any one of Clauses 1b to 13b, wherein
prior to dispensing a matrix of cells on the surface a
dispenser mixes the cells 1 a source reservoir so that there
1s a substantially homogeneous mixture of cells 1n a dispense
tip of the nozzle; this can advantageously contribute to the
consistency of cell dispersion and/or chromosome on the
surtace ol a substrate or slide.

lc. A method of karyotyping that involves providing a
momentum transfer to dispensed droplets created by the
disclosed ‘Line Mode’ to recreate or compensate, in some
embodiments, for a cell rolling phenomenon achieved 1n the
conventional manual method of angling slides for karyotyp-
ing; the “cell rolling” effect being understood to 1mprove
spreading of cells for karyotyping, therefore, the ‘Line
Mode’ method improves on cell spreading and discrete
chromosome distribution on the slide or other substrate.

2¢. The method of Clause 1c, wherein the momentum
transier created by the ‘Line Mode’ advantageously allows
for proper spread of cells and/or chromosomes for karyo-
typing when the receiving substrate or slide 1s at about zero
degrees with respect to the work surface.

3c¢. The method of Clause 1c or 2¢, wherein the speed or
velocity of a droplet dispensing print head can be adjusted
from about 5 mm/sec to about 150 mm/sec in order to
increase or decrease the amount of forward momentum
applied to the cells of the cell sample as they impact the
substrate or slide.

4c. The method of any one of Clauses 1¢ to 3¢, wherein
the speed of a dispensing syringe pump can be adjusted from
about 1 ul./sec to about 100 ul/sec 1n order to increase the
velocity of the droplet in thight and to control the affect the
forward momentum applied to the cells and/or chromosomes
as they impact the substrate or slide.

5¢. The method of any one of Clauses 1c to 4¢, wherein
thee volume of the droplets can be adjusted from about 100
nl to about 4 uL 1n order to increase or decrease the amount
of forward momentum applied to the cells as they impact the
substrate or slide.

6¢. The method of any one of Clauses 1c¢ to 3¢, wherein
the method has the ability to apply one or more substrates or
slides as a matrix of small dots which enables control 1n cell
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dispersion on the substrate or slide that 1s not available 1n the
conventional manual method that deploys large dispense

volumes, for example, between 1 and 5 large drops (greater
than 10 ulL per drop) to the top of an angled slide, thus
allowing the velocity of dispense and gravity to cause the
cells to disperse; embodiments of the disclosed automated
method considerably increase the level of control when
dispersing cells on the substrate or slhide.

7c. The method of any one of Clauses 1c¢ to 6¢, wherein
cell spot spacing can be adjusted from about 0.1 mm to about
10 mm between spots.

8c. The method of any one of Clauses 1c to /¢, wherein
the number of lines or rows of cells per substrate or slide can
be adjusted from 1 to about 200.

9¢c. The method of Clause 8c, wherein the number of
drops per line can be adjusted from about 5 to about 200.

10c. The method of any one of Clauses 1c¢ to 9¢, wherein
the cell distribution and/or matrix print can be applied, in
some cases, by a step and repeat process.

11¢. The method of any one of Clauses 1¢ to 10c, wherein
the volume of a dispensed droplet can be adjusted between
about 100 nl and about 4 ul to effect the cell dispersion on
the slide (dp1).

12c. The method of any one of Clauses 1c to 11¢, wherein
prior to performing the line dispense or creation of a matrix
of small dots of a predetermined size on the substrate or
slide, a droplet providing dispenser can mix the cells 1 a
source reservolr before dispensing them on the substrate or
slide; this desirably can ensure that there 1s a homogeneous
mixture of cells in a dispense tip of the dispenser and
contributes to the consistency of cell dispersion and/or
chromosome arrangement on the substrate or slide.

CONCLUSION

Any methods which are described and 1llustrated herein
are not limited to the sequence of acts described, nor are they
necessarily limited to the practice of all of the acts set forth.
Other sequences of acts, or less than all of the acts, or
simultaneous occurrence of the acts, may be utilized 1n
practicing embodiments of the invention.

It 1s to be understood that any range of values disclosed,
taught or suggested herein comprises all values and sub-
ranges therebetween. For example, a range from 5 to 10 wall
comprise all numerical values between 5 and 10 and all
sub-ranges between S5 and 10.

From the foregoing description, 1t will be appreciated that
a novel approach for karyotyping has been disclosed. While
the components, techniques and aspects of the imvention
have been described with a certain degree of particularity, it
1s manifest that many changes may be made 1n the specific
designs, constructions and methodology herein above
described without departing from the spirit and scope of this
disclosure.

While a number of preferred embodiments of the inven-
tion and variations thereol have been described in detail,
other modifications and methods of using and applications
tor the same will be apparent to those of skill in the art, such
as, but not limited to: (1) diagnostics applications, including
without limitation medical, veterinary, human, agricultural,
tood and/or clinical usage; (11) life sciences and pharmaceu-
tical research and applications, including without limitation
genomic and proteomic related research and drug discovery
and development, combinatorial chemistry, high throughput
screening and/or crystallography; and (111) material sciences
applications, including without limitation combinatorial
investigations for the development of new materials which
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may include combinatorial methods i drug discovery and
development. Accordingly, 1t should be understood that
various applications, modifications, and substitutions may
be made of equivalents without departing from the spirit of
the invention or the scope of the claims.

Various modifications and applications of the mvention
may occur to those who are skilled in the art, without
departing from the true spirit or scope of the invention. It
should be understood that the invention 1s not limited to the
embodiments set forth herein for purposes of exemplifica-
tion, but 1s to be defined only by a fair reading of the
appended claims, including the full range of equivalency to
which each element thereof 1s entitled.

What 1s claimed:

1. A method of printing a cell sample for karyotyping
from a plurality of droplets contaiming cells, the method
comprising;

dispensing the plurality of droplets containing cells from

a moving nozzle onto a print area ol a substrate, the
moving nozzle being part of a print head, dispensing
the plurality of droplets comprising on-the-fly dispens-
ing of the plurality of droplets containing cells on the
print arca of the substrate such that the plurality of
droplets containing cells coalesce into the cell sample
within the print area; and

controlling at least one of a speed of the print head

between about 5 mm/sec and about 150 mm/sec, a
distance between the moving nozzle and the substrate,
and an 1mpact velocity of the plurality of droplets
containing cells onto the print area of the substrate 1n
order to increase or decrease an amount of forward
momentum applied to the cells as they impact the print
arca of the substrate such that the cell sample 1is
dispersed uniformly on the print area of the substrate
with a substantially discrete arrangement of chromo-
somes of the cell sample to provide for accurate and
cilicient karyotyping preparation or analysis.

2. The method of claim 1, wherein the method further
comprises staining the cell sample or chromosomes of the
cell sample.

3. The method of claim 2, wherein the method further
comprises a microscopic or imaging analysis of the cell
sample or chromosomes of the cell sample.

4. The method of claim 3, wherein the method 1s an
automated method controlled by a controller.

5. The method of claim 4, wherein spreading the cell
sample or chromosomes i1s controlled by one or more of
adjusting a number, spacing and volume, and forward veloc-
ity of the plurality of droplets applied to the substrate.

6. The method of claim 4, wherein the method further
comprises adjusting the print area of the cell sample on the
substrate such that the print area has a length 1n a range of
1 mm to 75 mm and a width 1n a range of 1 mm to 25 mm.

7. The method of claim 4, wherein the substrate 1s selected
from the group consisting of a glass slide, a nitrocellulose
membrane, a plastic membrane, a nylon membrane, and a
nylon membrane on a continuous roll.

8. The method of claim 7, wherein the substrate comprises
a surface modifier to improve a quality of cell spreading or
cell adhesion.

9. The method of claim 8, wherein the surtace modifier 1s
selected from the group consisting of poly-L-lysine, amines,
streptavidin, epoxy, metal film, and dielectric materials.

10. The method of claim 7, wherein the substrate com-
prises a barcode, a hydrophobic layer, or both.
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11. The method of claim 1, wherein the moving nozzle 1s
arranged substantially perpendicularly to the substrate dur-
ing dispensing.

24
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